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RPMI+9%FCS n 7CO
: 3X10¢ /ml and la

Spn at 1500 . Yer onto metgzad; N

recovered fl‘at:r!}gl\i.fm and harvest the interface (3095':;ma gradient carefully,

*/m], add pepdides mf pounss). Wash X3 with mcdium.(;‘:s::nmy DC, 204,

- = oonc of S0uM and incubas at 375%;:0 (3000 ey

ga

3. Plats 21106 effoc 5

in enlture medium ( S and 2x10 stimu]a .
RPMI 1640, 1 +Or8 per well in x24 wejl

5%105 M 2-ME) wiry 00 pq:)fﬁ FCS, 1% glutamine, 19 pen/stront plates

4,0nday 4. ;
0 BY 4 prepare stimuyjgt, g
not A Ors as described in 1, if i
Negessary to preinapbgte CIRA2 calls ford mf)'rc threqmrc an2 hdr‘ ftmay be
S

T2,
T 5.0ndays 05
Y 5 harvagt cells, count spin and geed $5x1 effectors, 2x106 R

imadiateq (about 3000
: 00 rad) HLA-A2 negative ;
pepride loadeqd af’d iradiated (aboyt l:OgOOmradE;“'l‘zmlog?s s, Zx102.
22 0r CIRA2 celly ang

6. 14 days .
Ys (and further every 2 weeks) later restimulate enltureg as 5

el ;
) described ip 5. Cely Tecovery is uswally 20095

cells as NK targets (
instead of 0.59 Speer & 120elled targor). Use 0,79, TR
(] S.gos:xmﬁcam Peptide Specificity ig demgg;em‘e;?se

weck in culture with E:T ratio 10:1
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